In vitro propagation of Hoya wightii ssp. palniensis K.T. Mathew, a highly vulnerable and endemic species of Western Ghats of Tamil Nadu, India by Lakshmi, SR et al.
African Journal of Biotechnology Vol. 9 (5), pp. 620-627, 1 February, 2010     
Available online at http://www.academicjournals.org/AJB 





Full Length Research Paper 
 
In vitro propagation of Hoya wightii ssp. palniensis K.T. 
Mathew, a highly vulnerable and endemic species of 
Western Ghats of Tamil Nadu, India 
 
S. Revathi Lakshmi1, J. H. Franklin Benjamin1, T. Senthil Kumar2, G. V. S. Murthy3 and M. V. 
Rao1* 
 
1Department of Plant Science, Bharathidasan University, Tiruchirappalli 620 024, Tamil Nadu, India. 
2Department of Industry University Collaboration, Bharathidasan University, Tiruchirappalli 620 024, Tamil Nadu, India. 
3Botanical Survey of India, Southern Circle, Coimbatore- 641 003, Tamil Nadu, India. 
 
Accepted 14 August, 2009 
 
In vitro propagation of Hoya wightii ssp. palniensis (Asclepiadaceae), a highly vulnerable and endemic 
plant species of Western Ghats, Tamil Nadu, India was carried out. Shoot tip explants were cultured on 
MS medium fortified with cytokinins (KN, BA, 2-iP and TDZ) in various concentrations and in 
combination with auxins (IBA, IAA and NAA). High frequency of shoot bud proliferation and 
multiplication was observed on KN (4.65 µM) + IBA (1.47 µM). Multiple shoot induction efficiency was 
increased on ascorbic acid (100 mg/l) supplemented medium along with KN (4.65 µM) +IBA (1.47 µM). 
Rhizogenesis was observed on MS medium supplemented with IBA (0.98 µM), plantlets produced 
through micropropagation were hardened with the survival success of 56%. The efficient plantlet 
regeneration protocol developed would aid ex situ conservation of this vulnerable species. 
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Hoya is a genus of 300 species of tropical climbing 
plants, native to south Asia (India and China), Australia 
and Polynesia. Hoya (commonly known as “wax plant” 
because of its waxy appearance) is of significant 
horticultural importance in Europe, America and 
Australia. H. wightii ssp. palniensis, an endemic plant 
species, has a very restricted distribution only in the 
Western Ghats of Tamil Nadu, India. Mathew (1992) and 
Matthew (1996) reported the presence of H. wightii ssp. 
palniensis in Pambar Shola, Tamil Nadu. It is a trailing 
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Abbreviations: AA, Ascorbic acid; BA, 6-benzyl adenine; CH, 
casein hydrolysate; CA, citric acid; IAA, indole-3-acetic acid; 
IBA, indole-3-butyric acid; KN, kinetin; NAA, - naphthalene 
acetic acid; TDZ, thidiazuron; YE, yeast extract; 2-iP, 2- 
isopentenyladenine. 
(Figure 1A). Its highly vulnerable position is due to habitat 
destruction and over exploitation (Matthew, 1999a). 
Leaves opposite and oblong, about 2 - 4 cm long, 1.5 - 
2.5 cm wide. The flowers are borne in an umbel and the 
flowers last about 1 week, sometimes longer. The flowers 
are white with red coronas. There are 7 - 12 flowers in an 
umbel and each are 1.5 - 2 cm in diameter (Figure 1B). 
Follicles elliptic-lanceolate, 5 x 0.9 cm, seeds ovate-
oblong. Fruit setting (Figure 1C) was observed by the 
authors under green house condition at Vattakanal 
conservation trust nursery, Kodaikanal during August 
2007. 
In vitro culture has been widely used for the propaga-
tion of agricultural and horticultural crops and for the 
conservation of crop genetic resources (George and 
Sherrington, 1984). Mass propagation of plants can be 
obtained from a small explant shoot tip within few 
months. It is rapid and cost effective and helps in 
germplasm conservation and clonal propagation plants 
can be produced throughout the year.  Tissue culture 
studies on Hoya species were very limited.  Tube  Yan  et  






Figure 1. Micropropagation of Hoya wightii ssp. Palniensis. (A) Hoya wightii ssp. Palniensis- habitat; (B) 
Flower; (C) Follicle; (D) Shoot multiplication on MS+KN (1.0 mg); (E) Shoot multiplication MS +KN (1.0) 




al. (2007) reported in vitro organogenesis of Hoya kerrii 
from leaf explants. Maraffa et al. (1981) worked on the 
asexual embryogenesis in cultured leaf sections of Hoya 
carnosa “Compacta” and H.carnosa “Rubra”. Besides 
being a highly vulnerable plant, H. wightii ssp. palniensis 
has never been subjected to in vitro studies. Here, we 
established a simple protocol for clonal propagation from 
shoot tip explant of H. wightii ssp. palniensis. These 
results could serve as a guide for future regeneration 
study of this vulnerable plant.  








The plants of H. wightii ssp. palniensis were collected from Pambar 
Shola in the Western Ghats of Tamil Nadu, India and maintained in 
earthen pots in the glass house of Bharathidasan University, 
Tiruchirappalli under controlled conditions (Temp. 26 ± 2°C and RH 





Shoot tip explants (2 cm length) were washed under running tap 
water for 30 min and surface sterilized with 70% ethanol for 30 s, 
rinsed with sterile distilled water and treated with 0.1% HgCl2 for 3 
min with a final rinse in sterile distilled water thrice for 5 min. These 
sterilized explants were inoculated on culture medium. 
 
 
Influence of different cytokinins 
 
After surface sterilization, the explants were inoculated on 
Murashige and Skoog (MS) basal medium (Murashige and Skoog, 
1962) fortified with various concentrations of cytokinins individually 
[BA (2.22 - 17.76 µM), KN (2.32 - 27.84 µM), 2-iP (2.46 - 19.68 µM) 
and TDZ (0.22 - 1.8 µM)] for shoot bud proliferation. The culture 
medium was supplemented with 3% sucrose (w/v) and solidifying 
agent 0.8% agar (Bacterial grade, Himedia, India). 8 weeks later, 
the shoot regeneration frequency was observed. Effect of the 
optimal cytokinin in combination with a different range of auxins 
[IAA (0.57 - 1.71 µM), NAA (0.54 - 1.62 µM) and IBA (0.49 - 1.47 
µM)] concentrations was tested for shoot multiplication.  
 
 
Effect of supplements  
 
Organic supplements like casein hydrolysate and yeast extract, 
antioxidants namely citric acid and ascorbic acid: 50, 100 and 150 
mg/l (w/v) were supplemented to the shoot multiplication medium 
(cytokinin-auxin optimal combination) to assess the enhancement 
of shoot multiplication rate. 
 
 
Rooting and transplantation of the regenerated plantlet 
 
The individual shoots regenerated from shoot explant were 
transferred to rooting medium consisting of MS medium + auxins 
[IAA (0.05 - 1.71 µM), IBA (0.04 - 1.47 µM) and NAA (0.05 - 1.62 
µM). The rooted healthy plantlets were washed off adhering agar in 
sterile distilled water and were transferred to paper cups (2.5 cm 
diameter) containing red soil mixed with sand and coconut coir 
(1:1:1) under controlled growth chamber conditions of  26 ± 2°C, 16 
h photoperiod, 80 - 85% relative humidity and 60 µmol-2s-1 light 
intensity. The potted plants were irrigated with MS basal salt 
solutions every 4 days for 3 weeks. The plants were then 





The pH of the medium was adjusted to 5.7 with 0.1 N NaOH or 0.1 
N HCl after addition of the growth regulators, prior to the addition of 
0.8% agar (Himedia, India). The medium was autoclaved at 121°C, 
for 30 min. 
All the cultures were maintained in sterilized culture room at 26 ± 










Experimental design and data collection 
 
All the experiments were conducted as a randomized complete 
design. For each experiment, a minimum of 10 replicates were 
taken and repeated thrice. Observations of the culture were made 
every week and data related to shoot multiplication (frequency of 
response, number of shoots and shoot length) were collected 8 
weeks after culture. Comparisons between treatments were made 
with Duncan’s new multiple range test (DMRT) (Duncan, 1955). 
 
 
RESULTS AND DISCUSSION 
 
H. wightii ssp. palniensis has inherently poor seed setting 
nature and the only earlier instance of follicle known is on 
AS 1422 (SHC) of 1914 (Matthew, 1999b). Though the 
present authors have observed fruit setting in Vattakanal 
trust recently, no comprehensive reports are available to 
date regarding the information on seed setting and 
germination of this species. Their preference to narrow 
habitat (Pambar ravine) also might be a reason for its 
disappearance (Matthew, 1999b). Thus, the species 
remains highly vulnerable and its distribution is confined 
to a very small region in the Western Ghats. An earnest 
effort on conservation of this sparsely distributed species 
through in vitro propagation is the need of the hour. Our 
study, therefore, focused on the development of complete 




Influence of cytokinins on shoot multiplication 
 
Shoot tip proliferation was observed at all individual 
concentrations of BA, KN, 2-iP and TDZ but showed 
varied response with respect to number of shoots 
obtained per explant and their shoot length (Table 1). The 
explants responded well (100%) and produced increased 
number of shoots (3.08 ± 0.05) on MS medium supple-
mented with KN (4.65 µM) (Figure 1D) whereas, TDZ 
resulted in a significantly low shoot multiplication (6.1%). 
The average number of shoots per explant was 
significantly reduced with high concentrations of 2-iP 
when compared to KN (Table 1). Our study showed that 
the highest number of shoots was formed on MS medium 
supplemented with KN (4.65 µM) among the cytokinins 
and increasing or decreasing their concentration reduced 
the frequency and number of shoots produced. KN 
induced multiple adventitious shoots as was reported in 
another Asclepiadaceous member Gymnema sylvestre 
(Komalavalli and Rao, 2000). Shoots developed on 
medium supplemented with TDZ (0.67 µM) showing 
higher shoot length (6.8 ± 0.2 cm) than other cytokinins 
used in our study. TDZ showed negligible effects on 
shoot bud proliferation and multiplication, though  TDZ  is  
























3.1 ± 0.1jk 
2.7 ± 0.4m 
2.5 ± 0.4n 
2.1 ± 0.2pq 
2.1 ± 0.1pq 
2.7 ± 0.1m 
2.6  ±  0.2b 
2.4 ± 0.5c 
1.2 ± 0.4i 
1.0 ± 0.1j 
1.0 ± 0.3j 
1.6 ± 0.1g 
85.7 ± 1.7b 
42.8 ± 3.5h 
40.0 ± 2.6hi 
40.0 ± 1.2hi 
71.4 ± 1.6e 





57.1 ± 1.2d 








5.0 ± 0.7e 
5.3 ± 0.1cd 
5.3 ± 0.11c 
2.7 ± 0.3m 
2.4 ± 0.2no 
2.2 ± 0.2p 
1.8 ± 0.04f 
3.8 ± 0.5a 
3.8 ± 0.1a 
2.2 ± 0.4d 
1.4 ± 0.3h 
1.4 ± 0.1h 
66.6 ± 2.0f 
100.0 ± 0.0a 
85.7 ± 1.9b 
71.4 ± 1.4e 
83.3 ± 1.6bc 




18.0 ± 1.3h 
51.1 ± 1.1de 







    19.68 
2.6 ± 0.3n 
3.6 ± 0.2gh 
3.6 ± 0.1gh 
5.7 ± 0.7b 
4.1 ± 0.5f 
3.7 ± 0.14g 
1.6 ± 0.7g 
1.8 ± 0.1f 
2.44 ± 0.2c 
1.8 ± 0.7f 
1.8 ± 0.1f 
1.6 ± 0.8g 
81.1 ± 2.1cd 
57.1 ± 1.1g 
28.5 ± 1.0kl 
22.7 ± 1.6m 
18.0 ± 2.0n 
18.6 ± 1.7n 
0 
27.1 ± 0.2g 
40.0 ± 1.1f 
40.0 ± 2.0f 








       1.80 
3.2 ± 0.12j 
3.5 ± 0.30hi 
6.8 ± 0.24a 
6.8 ± 0.10a 
3.0 ± 0.04kl 
2.7 ± 0.09m 
1.0 ± 0.5j 
1.2 ± 0.1i 
2.0 ± 0.4e 
1.8 ± 0.1f 
1.4 ± 0.7h 
1.4 ± 0.1h 
31.2 ± 1.20jk 
31.2 ± 1.17jk 
32.0 ± 1.0j 
32.0 ± 1.2j 
12.0 ± 1.2o 




40 ± 0.6f 
100 ± 0.0a 
100 ± 0.0a 
 
1Data were scored after 8 weeks of culture.  
2Cytokinins were supplemented to MS medium. For all the parameters mean values followed by the same letter are not significantly 




known to induce cytokinin like effects in woody plants 
(Barrueto Cid et al., 1999; Datta et al., 2007) and in 
herbaceous crop species as well (Huetteman and 
Preece, 1993). Nevertheless, constraints such as poor 
elongation of shoots and inadequate rooting have been 
reported (Murthy and Saxena, 1998) in the conversion of 
TDZ-induced shoots in to complete plantlets. Moreover, it 
reveals the fact that role of TDZ on the shoot length was 
dependent on the species. 
 
 
Synergistic effect of kinetin and auxins on multiple 
shoot formation 
 
The effect of cytokinin on tissue or organ culture varies 
according to the particular compound used, the type of 
culture and age of explants (juvenile or mature) 
(Messeuger and Mele, 1987). One of the advantages of 
adding auxin at low concentration on the culture medium 
is to nullify the effect of the high concentrations of 
cytokinin on axillary shoot elongation (Hu and Wang, 
1983). Hence, after determining the optimum level for 
best shoot bud multiplication with KN (4.65 µM), 
screening for the effect of auxins like IAA, NAA and IBA 
at different concentrations was done. The shoot number 
was increased when auxin (both NAA and IBA at 1.62 µM 
and 1.47 µM respectively) combined with KN (4.65 µM). 
A three fold enhancement in shoot formation was 
observed with a high concentration of KN (4.65 µM) and 
low concentration of IBA (1.47 µM) can be attributed to 
the synergistic effect of the combination (Table 2). The 
supply of exogenous growth regulators in the medium is 
essential for differentiation which otherwise did not occur. 
Improved  shoot  regeneration  with  cytokinin  and  auxin  


















6.5 ± 0.9bc 
7.2 ± 0. 2b 
9.1 ± 0.1a 
4.4 ± 0.8de 
6.4 ± 0.9bc 
10.3 ± 0.1a 
40 ± 0.6fg 
58 ± 0.1cd 
73 ± 0.2a 
- 
- 





4.3 ± 0.1de 
4.3 ± 0.3de 
3.9 ± 0.7ef 
1.5 ± 0.5fg 
1.5 ± 0.7fg 
2.4 ± 0.6f 
35 ± 0.1h 
40 ± 0.3fg 








2.8 ± 0.9g 
4.4 ± 0.6d 
6.5 ± 0.2bc 
2.4 ± 0.1f 
4.5 ± 0.2d 
6.5 ± 0.3b 
55 ± 0.2de 
60 ± 0.3bc 
63 ± 0.1b 
- 
25 ± 1.4b 
50 ± 1.2a 
 
1Data were scored after 8 weeks of culture.  
2Combinations of KN and auxins were supplemented to MS medium. For all the parameters mean values followed by the same letter 




combinations has been proved in several other species of 
Asclepiadaceae  - Pergularia pallida (Bapat et al., 1986), 
Gymnema elegans (Komalavalli and Rao, 1997), 
Decalepis hamiltonii (Bais et al., 2000) and Holostemma 
ada-kodien (Martin, 2002). In accordance with this, our 
study also exemplifies the positive effect of low 
concentration of auxin in combination with a cytokinin in 
shoot multiplication efficacy. 
 
 
Influence of growth regulators on basal callusing  
 
Profuse callusing was observed in higher concentrations 
of cytokinin along with the reduction in shoot 
multiplication and growth retardation (Table 1). Shoot tips 
cultured on MS medium fortified with 2-iP above 9.84 µM 
or TDZ above 0.90 µM showed a high percentage of 
basal callusing when compared to that of BA (13.32 µM) 
and KN (9.29 µM) but shoot differentiation from basal 
callus failed to occur. This may be due to the action of 
accumulated auxin at the basal cut ends which stimulates 
cell proliferation, especially in the presence of cytokinin 
(Marks and Simpson, 1994). The suppression of shoot 
sprouting and domination of callus growth at higher 
concentrations of cytokinin has also been observed in G. 
sylvestre (Komalavalli and Rao, 2000). 
 
 
Effect of supplements  
 
After selecting the optimum concentrations and combina-
tion of cytokinin-auxin for shoot multiplication, organic 
supplements, casein hydrolysate and yeast extract was 
used to improve the shoot multiplication efficiency. 
Casein hydrolysate is a complex source of reduced 
nitrogen while yeast extract is a culture media supple-
ment because of the high concentration and quality of B 
vitamins present in it. Hence, their potential on shoot 
enhancement was analyzed. The efficiency of KN (4.65 
µM) + IBA (1.47 µM) for shoot multiplication decreased 
significantly when it was supplemented with CH and YE 
(Table 3). The addition of CH and YE did not significantly 
improve the shoot multiplication frequency, their number 
or length. Increase in the concentration of CH and YE 
resulted in suppression of shoot multiplication. Among 
the two organic supplements, YE showed significantly 
low shoot multiplication frequency than CH. Contrary to 
our observation, YE and CH have been successfully used 
in several perennial species for shoot multiplication 
(Ahmad and Anis, 2005; Hussain et al., 2008; Roy et al., 
1998).  
Citric acid and ascorbic acid control browning of culture 
medium and also plays a significant role in the multi-
plication of shoots in many plants. Hence, their efficiency 
on shoot multiplication was examined. Citric acid in 
combination with KN (4.65 µM) + IBA (1.47 µM) enhance 
shoot multiplication frequency and number of shoot 
production per explant was lower when compared to that 
of AA (Figure 1E) (Table 3). Similarly, Sanjaya et al. 
(2005) on Pseudoxytenthera stocksii observed effective-
ness of CA on enhancing the shoot multiplication 
frequency and number of shoots per explant. In our 
study, ascorbic acid showed affirmative effects on shoot 
multiplications than the cytokinin-auxin combination. The 
addition of exogenous ascorbic acid to plant tissue is said 
to increase their metabolic activity and accelerate the 
release of sugars for better growth and development 
(George, 1993). Similarly a simulative  effect  of  ascorbic  




Table 3. Multiple shoot induction from shoot tip explants of H. wightii ssp. palniensis on MS medium 












3.7 ± 0.2h 
4.6 ± 0.9de 
3.0 ± 0.1jk 
2.3 ± 0.7hi 
2.5 ± 0.4gh 
1.5 ± 0.1kl 
25 ± 0.6g 
30 ± 0.5f 





2.7 ± 0.1l 
4.5 ± 0.1ef 
3.2 ± 0.7i 
1.6 ± 0.4jk 
1.6 ± 0.6jk 
1.5 ± 0.2kl 
20 ± 0.1h 
25 ± 0.6g 




      150 
4.9 ± 0.5cd 
6.5 ± 0.6a 
5.0 ± 0.7c 
6.0 ± 0.5de 
6.5 ± 0.2d 
4.5 ± 0.1f 
50 ± 0.3c 
75 ± 0.2a 




       150 
4.06 ± 0.2g 
5.7 ± 0.1b 
4.8 ± 0.7cd 
2.00 ± 0.1ij 
4.5 ± 0.2f 
3.0 ± 0.2g 
40 ± 0.2e 
50 ± 0.3c 
45 ± 0.4d 
 
1Data were scored after 8 weeks of culture.  
2Cytokinin-auxin combination and supplements were fortified with MS medium. For all the parameters mean 





acid has also been reported (Neelam and Chandel, 1992; 
Shekhawat et al., 1993). 
 
 
Rooting and acclimatization 
 
Rhizogenesis, the formation of roots, is a crucial step in 
micropropagation for the formation of complete plantlets. 
Auxins induce root differentiation and their role in root 
development is well documented (Scott, 1972). During 
the study, regenerated shoots, transferred to MS medium 
fortified with IBA and NAA (above 0.24 and 0.27 µM) 
showed well developed roots when compared to IAA 
(above 0.28 µM). The highest rooting frequency (80%) 
was observed on MS medium supplemented with IBA 
(1.47 µM) (Table 4). Similarly, IBA has been used 
successfully to obtain the highest rooting frequency of 
Decalepis hamiltonii (Obul Reddy et al., 2001). 
Intermittent callus formation was noticed on MS medium 
supplemented with NAA (1.62 µM). This may be due to 
the residual cytokinin in shoots (Nemeth, 1979). The 
formation of adventitious roots was restricted only to the 
concentration of NAA (0.27 µM) on MS medium. The 
roots formed at the higher concentrations of NAA on MS 
medium were thick, stumpy and green in colour. These 
roots easily detach from the microshoots during 
transplantation and therefore needs further studies. 
The rooted shoots were transferred to paper cups 
containing sand, red soil and coconut coir in the ratio of 
1:1:1 (Figure 1F). Initially each pot was covered with a 
polythene bag to maintain high moisture. Subsequently, 
the moisture was reduced by the removal of polythene 
bags to harden the plants from which about 56% 
survived. These plants were successfully planted in the 
green house till maturity indicating the potential use of 






An efficient protocol was developed for micropropagation 
of H. wightii ssp. palniensis, a highly vulnerable plant of 
Western Ghats of Tamil Nadu, India. KN in combination 
with IBA showed adventitious shoot regeneration from 
shoot tip explant. This protocol can be used for the 
propagation and ex situ conservation of this vulnerable 
species. Application of this protocol could help in 
minimizing the pressure on wild populations of this highly 
vulnerable species and contribute to the conservation of 
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10 - 12 
10 - 12 
10 - 12 
9 - 12 
9 - 12 
4.2 ± 0.6b 
3.5 ± 0.1c 
3.1 ± 0.2d 
2.7 ± 0.2e 
2.7 ± 0.1e 
4.2 ± 0.6cd 
4.5 ± 0.2bc 
3.7 ± 0.1ef 
3.3 ± 0.3g 
2.5 ± 0.6h 
75 ± 0.6cd 
76 ± 0.2bc 
50 ± 0.5e 
50 ± 0.3e 








7 - 10 
7 - 10 
7 - 10 
7 - 10 
- 
1.3 ± 0.1hi 
1.4 ± 0.1gh 
5.3 ± 0.1a 
3.1 ± 0.2d 
- 
0.8 ± 0.1j 
4.5 ± 0.1bc 
4.6 ± 0.1b 
4.5 ± 0.3bc 
- 
50 ± 0.3e 
75 ± 0.1cd 
80 ± 0.2a 
78 ± 0.3ab 
IAA 
       0.05 
       0.28 
       0.57 
       1.14 
       1.71 
- 
7 - 9 
7 - 9 
5 - 8 
5 - 8 
- 
16 ± 0.6fg 
1.7 ± 0.1f 
1.3 ± 0.1hi 
- 
- 
3.8 ± 0.6e 
6.4 ± 0.2a 
1.4 ± 0.1i 
- 
- 
25 ± 0.1f 
50 ± 0.2e 
50 ± 0.4e 
- 
 
1Data were scored after 4 weeks of culture.  
2Auxins were supplemented to MS medium. For all the parameters mean values followed by the same letter are 




Conservation Trust, Kodaikanal for the help rendered 





Ahmad N, Anis M (2005). In vitro mass propagation of Cucumis sativa 
L. from nodal segments. Turk. J. Bot. 29:237-240. 
Bais P, George J, Ravishankar A (2000). In vitro propagation of  
Decalepis hamiltonii Wight & Arn.,  an endangered shrub, through 
axillary bud culture. Curr. Sci. 79: 408-410. 
Bapat A, Mahtre M, Rao S (1986). Regeneration of plantlets from 
protoplast cultures of Pergularia pallida. J. Plant Physiol. 124: 413-
417. 
Barrueto Cid LP, Machado ACMG, Carvalheira SBRC, Brasileiro ACM 
(1999). Plant regeneration from seedling explants of Eucalyptus 
grandis x Europhylla. Plant Cell Tissue Organ Cult. 56: 17-23. 
Datta MM, Priyanka M, Ghosh B, Jah TB (2007). In vitro clonal 
propagation of biodiesel plant (Jatropha curcas L.). Curr. Sci. 93(10): 
1438-1442. 
Duncan DB (1955). Multiple range and multiple f-tests. Biometrics. 11:1-
42. 
George EF (1993). Plant Propagation by Tissue Culture. Part I, second 
ed.  Exegetics Ltd., Edington. 
George EF, Sherrington PD (1984). Plant Propagation by Tissue 
Culture. Handbook and Directory of Commercial Laboratories. 
Exegetics Ltd. 
Hu CY, Wang PJ (1983). Meristem, shoot tip and bud culture. In: 
Handbook of Plant Cell Culture, Evans DA, Sharp WR, Ammirato PV, 
Yamada Y (Eds.). Mac Millan Publ. Co New York, pp. 177-227. 
Huetteman CA, Preece JE (1993). Thidiazuron: A potent cytokinin for 
woody plant tissue culture. Plant Cell Tissue Organ Cult. 33: 105-
109. 
Hussain TM, Chandrasekar T, Gopal GR (2008). Micropropagation of 
Sterculia urens Roxb., an endangered tree species from intact 
seedlings. Afr. J. Biotechnol. 7(2): 95-101. 
Komalavalli N, Rao MV (1997). In vitro micropropagation of Gymnema 
elegans W. & A.- a rare medicinal plant. Indian J. Exp. Biol. 35:  
1088-1092. 
Komalavalli N, Rao MV (2000). In vitro micropropagation of Gymnema 
sylvestre- a multipurpose medicinal plant. Plant Cell Tissue Organ 
Cult. 61:  97-105. 
Maraffa SB, Sharp WR, Tayama HK, Fretz TA (1981). Apparent asexual 
embryogenesis in cultured leaf sections of Hoya carnosa. Z. Pflanzen 
Physiol. 102: 45-56. 
Marks TR, Simpson SE (1994). Factors affecting shoot development in 
axillary dominant Acer cultivars in vitro. J. Hortic. Sci. 69: 543-551. 
Martin KP (2002). Rapid propagation of Holostemma ada-kodien 
Schult., a rare medicinal plant, through axillary bud multiplication and 
indirect organogenesis. Plant Cell Rep. 21: 112-117. 
Mathew KT (1992). The Hoyan 14 (1):3, t.1.  
Matthew KM (1996). Matthew, III. Fl. Palni hills t. 511. 
Matthew KM (1999a). A report on the conservation status of South 
Indian Plants. Biodivers. Conserv.  8:  779-796. 
Matthew KM (1999b). The Flora of Palni Hills, II: 810. 
Messeuger J,Mele E (1987). In vitro propagation of adult material and 
seedlings of Corylus avellane. Acta Hort. 212: 499-503. 
Murashige T, Skoog F (1962). A revised medium for rapid growth and 
bioassays for tobacco tissue cultures. Physiol. Plant. 15:473-497. 
Murthy BNS, Saxena PK (1998). Somatic embryogenesis and plant 
regeneration of Neem (Azadirachta indica A.Juss). Plant Cell Rep. 
17: 469-475. 
Neelam S, Chandel KPS (1992). Effects of ascorbic acid on axillary 
shoot induction in Tylophora indica (Burm. f.) Merr. Plant Cell Tissue 
Organ. Cult. 29: 109-113. 
Nemeth G (1979). Benzyladenine stimulated rooting in fruit tree root 
stocks cultured in vitro. Z. Pflanzenphysiol. 95: 389-396. 
Obul Reddy B, Giridhar P, Ravishankar GA (2001). In vitro rooting of 
Decalepis hamiltonii Wightii & Arn., an endangered shrub, by auxins 
and root-promoting agents. Curr. Sci. 81(11): 1479-1482. 
Roy SK, Islam MS, Hadiuzzaman S (1998). Micropropagation of 





Sanjaya Rathore TS, Ravishankar Rai V (2005). Micropropagation of 
Pseudoxytenanthera stocksii Munro. In vitro Cell Dev Biol. 41(3): 
333-337. 
Scott TK (1972). Auxins and roots. Ann. Res. Plant Physiol. 23:235-258. 
Shekhawat NS, Rathore TS, Singh RP, Deora NS, Rao SR (1993). 
Factors affecting in vitro clonal propagation of Prosopis cineria. Plant 






































































Tube Y, Xiao T, Leung K, Leung K-P, Yan G, Xiao S-Y, Lian G-P 
(2007). Leaf ball Tissue Culture and Rapid Propagation Test Hoya 
kerrii in vitro and Its Rapid Propagation. Tropical Agric. Sci. Technol 
30(2). (Abstract only). 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
